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Sir 

I, fcor PolyakoV, solemnly state and declare as allows: 

1. MyteduucalbaclcgtOimdU Mfc 11 ^ 

^trained vetenna^ ««een having revived a diploma In W from fl» Mo«ow 
Veterinary Academy, in IMG- 

r^apoat^uato^^ 

ro^OfEKp^Ve^^lne^l^ 

Inthnye^l.ljo^theL^^ 
UB ionIn*u,t»ofExpe^^ 

IM made Ucotor of Science graduate work tt the same Laboratory. Sine Iff! I have 

worked — fc*^^** ,hV-a,^ " 0- " ,, 

* 4ara vfmyo Mi 3va W i W dmlopn>ent.Smcc 1999 1 haw teen wetljing &r the 

BINOMEU GmbH, (h^, where 1 am an^ed in the develop of hun»n and 
veterinary vaccine products, 
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. application. 

derrtc«Offlyco»is vaccines. • 
d^lnd^o-^^ 

, l07w uta*. Example of AH b^b -P»W*C1) » 
« r '' w , . w in wMBvaluotBd, and tlierwulta. are shown 

herein. Efficacy Of OH *e v^cl,** described herein *«s «W ' 
in » 1 . attached hereto. All Of thO clullenge «pW ^cnb^d here* were 
performed in the i^ence of adjuvants. 
I Them are minor, tartttibl difftrenbea between the method fbrp^artnfi the vuob- 

«fe»».feM« cuhlv.tu.gtempcratura (varied b.twcenM C), 
.^ion evaded ! M 25 and ;2S and the oompoaltlon of A. «mm 

vacfttics. 

•,278), *r*i»No. YKPGF-W WW NO. DSM 

Kith VKIH3F-930/1032 (acceaskm No, 

7277) and WeM>""» memagrapHyta Smta No. VKTvjr vju/ i 
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^traet^ar tf 2o'C fcr 25 day*. Each culture - grown ,n »^ fl "** 
^ t. each mix.-. The solution usad - aquoo* solution — , £ * 
^tra*ono^^^ 

Aftw2l flfl y, 333 m l of each culCUK In .^pension tW «i nnxcd in a «* 
• ccataliwr. 

To M mehomo^emixturc , Thlomerasl waa 
. .^taier-hsUWOO. Thi^aUSOm^w^dforcvcrym* of 
,om 0g en^ The cell mixture ^ed to stand at room temple te 2 days. 

The resnltins vaecinc v*s bottled, chad* for sterility, safety and immunogenic 
prop*** in accordance with accepted method*, and kept refrigerated ax 4 C. 

«. day, th* animals ware ohallcnsad with a combination of virulent atrams 
iMfrlj*. and Trichophyton vntmm (rabbit* were infected on Ata 

bvdNtributtagVAfcOJnuo^ 

million *pcr« car .bout 2 x 2 om in the ^ an*. Each rabbit in two places (..ft 
^rijhiaidaofb^wtt^ballangad. BefortSm^Us^aionapp ^ 
0 3 Jof absolute athano. had boon onplied to .shaved bo* or wrf. vmfcrf 
2 ^ M ff» a^M W*ta ~o infected Crt sKin by dieting w,th 05 
. „1 0* spore suspension containing approximately I million spores ev« about 2 * 
2 cm in the Shaved*"*. R c r M ofiinguacdlauspe.«ion&pplicaticn 1 0.3mlof 

abaolutecthanolhadbe-appliedtotoeahaved^nk). Unite 1^.21^ 25*- 
28* and as*^ 1 day of the study, the animals were observed and clinical 
symptoms were evaluated on the basis of the following souring system; 



1 - Sp'cSTSf *e skin in.the «oa of fungal mfccKon 
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, = CTbJIta son in »""iof tonsil 

iMutu dJL. ««■« — — - *- 

mentagraphytw, 

• (accetfion Mo. DSM Iff* IK**" -erf**** Strain No. ™* 

Each culture w» grown in 1 flatnesi flaske. Ihc^^^^U^ 
off hoBio^i^,P^i«^mlofso1ution»d<»dd«dt 0 «ohm5xcr > The 

Lshno SO million pox ml of homc^. After 2 toy*, ™ «- * «* — h 
suspension was taken «md uriwd in a single «mraii«r. 

Tc inactive the homogenate Thicncrsol waa «lded Erectly to the 0.11 

^oninth«rKlol^.Thio»« S d(50m^w»add B dftr^ll^rf 

hmm The cell mixture vms *M to s tann at room t-PP—» * 4 da* 
properties in *eordan*C with accepted ,n«Kods. end kept refri^tad at 4 C. 



8,2 



In order » •vriu* rfilcuy. the vaccine pnxl^ accord^ to ff. 1 ^ 
ch^gc experiments. LCnloftiteV^e. In the 
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to ««m««u> « -J "i" t « ,B,n "" i * , 

»- n- *•-»*««"*•** a.y(«"'«» ! >.'»"'» ia " ! ' ,,, *'" b *' , ° i ' ,,d 

2 =■ single spott of scaling 

4 .thin small W stsh»«h«we»rffiiagri«^i 
i = B cab-like ousts in the area of fungal infection 

efficacy ^obtained .renown in Table 1( I^ple 2, attached her«o. Be 
^ dBmanStra » that all vaccinated aniu*la free from clinical symptom, ot 
domaiomycoala in day 21-28 after challenge- 

Production and efficacy of a W^'^ te ^ "J" 

^accession No. DSM 7278), «d^«-— 

(accession No, DSM 7277), Trithophyion mentagrophytcs Strain No- 

MtfLOU (session No. DSM 7279) and Micro***,* can. vor. too*** Sran 

No VKPGf- 728/120 (accession No. DSM 7275) and grovfl> in anJt«*ao«IK « 

2^23 day, Each culture wa,^ in 9 maweaafl^. The fungal ma« ^ 
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^di^b™^ 

of M oh culture b .*P«Kion W> taken and m*ed In > single darner. 
To«^^^ 

^perties in accordance with *eeepted methods, and kept refngetaud a; 4 C. 

day.** ani^l— cha.lcnficd.ith a .mbinaUon of v.ul.t^ 
by dltfdMta «»b 0.S ,nl of the spore muta. -MM ' 4 

tafcc^ nn ,1c, by distributing with 0.5 ml of* V- 

apprcx^ly 1 million ««. over about 1 x 2 urn in b shaved ft* >** . 
tW opla«s(l c fl ail dnehtsidcofb D dy)w« S hall C n ee d. Be** fungus call 
.upo*. application, 0.3 ml «f absolute etbencl tad been applied to the shaved 

both flanks). On the 14*. 20* .21", S*-** ** * * * e **■ ** 

animab were ob»m*l and clinical symptoms were evaluated on the ba*s of the 

following scoring system: 

J : £55«f the «. lo the area of fungal 

2 = single spot* of scaling 

3 = scaling of the aldn in the area of fhnsal lnrection 

4 = thin small crusts in the area of fungal infection 
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5 = scab-likc ousts to the ^ of fangal infcctioa 

dcmwtomycosis in day 21-28 after eh»Uenge. 
10 Production and efficacy of, derm^co* vaccine comprising four 

M 0A032 (iccc^n No. DSM 7279) and Mitrospontm c OT „ M K * ^ 
99.8/1393 {accession No. DSM 728 I) and grown in mftlt-cxtraeVaB 81 ' at ^ *^j^J 

0 * homngeni^, phcK in 110 ml Mta -d » each™** *» 
proton, 5% g luco« and <UH yea* «(«*, The concentration of microc* we* 
iuspcnsiOtt wis taken end mixed in a single container. 

To inactivate the bomogenate mixture, Thlom«al ^ a^d directly to the rfl 
1:20000. TMomenal (SO rag) was added for every liter of 
homo^ate. The cell mixture wallowed to atand at room temper^ for 3 day. 

The resulting vaccine •» M - WW for sterility, safety end immunogcnio 
prep*, in accordance with accepted methods. end kept xefrigmtcd at 4'C. 

ch^eexperimco^^ 

„mcd*y.th*enlmal 8 were challenged ^ith a combmation of virulent «te.na 

MA*** *r««* and M**»- &•«*■ were ^ " *" 

WUutotioewithO.Smlofth**^ „ . 



7 
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andriehtaideofb^v^^ 

OjniloradMinucBLniinwi /„sMtc wen* infected on skip 

Tricon ^U^p^^^ru. ~» * 

^ Zibudng with as ». tftto «P- -»P-* Wnt " n " 18 apP 7 mBte ' 1 neft 

0 3 ml cf abaolute ethanel - *■ ******** 14 , 
2 n* 21* aM*«d35^ day«fm» S tudy,th« animals *« B observad and 

! I SESKl the h the area of fungal Action 

2 ■ sinijle spots of scaling 

3 = scaUng of fiie skin »n the area of fungal 

4-tthi smell ««» tafte " ,1 f* mg ? 'iST 
$ - stab-like crusts In the area oMmpI «*«**» 

donutoinycoMs in day 21-28 after challenge 

^ No nSM 7278). Strain No VKPGl^ lMlO 

Cession No. DSM 7277), Wc^l No ' VKP *. 

93V10S2 («c«l^ No. DSM 7279) and J*n*»i* «•« * *-M* 
VKPOM27/13U (aceassion No. DSM 77.80) and grown in mU-extrant-egarei tf 
fot28 day, ^chcuiturewassrowninSm^-^. 

^ SK glucose and 0.1* yeast The concentration 0 «,,erocon^ w« 
brought to 80 million per ml of hM«* After 2 days, 250 ml of «d> eulture m 
pension waa token and mixed in a single contains 
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JL^m. The cdlmUlmc allow.dtc atand at «om texture** 2 day, 

^^«^^»^^ - ^ 
proves in aceordu*,. with accepted »«ho*, »i fa* r^'« Bd * 4 C 

5 ™ day, the animals w«e ch^-ed wHh . NrtUta of virulent sttms 

ior^^abcuti^cmin^sh^da^B^rabbitintwop^Cleft 
andn B ht»deofbcdy>^^^ 

Trichophyton mtowm* «« «■* wr ' oi "" ,B ^ 

j^donskiflbydistrib*^ . . 

1 -ilUcn , P o»s «v« abu* 2 x 2 cm in the shaved ^ Each m 
tw.pi^Oeftandrightsideofb^dy^challe^. Before fcngus oell 

«^*» application, " - *•»«■ e * ftn °' h4d ^ " *• Sh8V 
both flanks). On d. 14* 20* -21", 25^8* «d * * *» Ac 

animals were observed and elmkal imm ™e evaluated un the basa of the 
followinf scoring system- 



1 "Sp'eSalf** skin in the araa of fungal infecrion 
2»wiigle!tpot3 0tsealinfi 

3 = scalirH of the skin in *« area of fungal mftotiOtt 

4 = thin small ousts in the ara» of fungal inftrtion 

5 a scftb.likB ousts in the oiaa of fonffd infection 



9 
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The efnc*y result, oWmed ore ^wn in Table I. Example 5, attached ' e 
demvawmycosis in day 21-28 after challenge, 

12, 1 » om« m prcuu vtlPOF-S ^ 1 /6B (accession 

^ No. USM 7^7*) and *m in maltha** at 2VC fcr M 
Grown in In****-- n.t-|d«-ii- 

t0 ^ per After , days, 20n ml of ,. 

To !«d«* the adxturo, Iniomerssi «u added direct to fta c* 

J*.*.. Tl« ^ mixture «u .JM « at mo* temple for2 diy. 

Thi vaccine «. bottled, for S t«iiny. ^ 
prop^s in accordance with ac«p«d methods, and kept rented «4 C 

^Lw^W^d Trichophyton MtmtctautH f^its-re .nfected • *.n 
by dUtributlnB^lh OS ml of rhe spore suspension eWnin 0 approximately 2 
lion spores over 1*1- h ^ - BacKrabbltb ^P-CUft 
.nd right rib of body) was changed. Before M cell suasion applied 



10 
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On the 14 th 20* -21- 25*-28* and 3 J*-36 tb ■*» of the mfc the — we 

1 - siiHfi spots of scaling . 
5 - Singnf the 3 k»n in the n. rf « •£«*» 
4 = thin small cnuta in the area of fungal infttfta 
5 = scab-like erusts In the area of fungal infection 

The efficacy result* obtained are ehown In Teble 1 , Sample & arta^od The 
demwitomyoosia in day ^8 ehaltaige. 

were taken of therein,: I****-*""* hifcVOMW 

(acceasionNe, DSM 7277), JHdM)**""^ StrtunN0, VKP ° F " 
930A032 (acc*»ion No. USM 7279) J*M>*» ■**»«" S™ n N »' VKPOt " 
Kftftil (action No. DSM 7276), Micrvsper** Strain No. VKPGP- 
95yi393CacceSflonNo.DSM7281).^s P on ( m-^v fl r.^ W «S ! nmKo. 

VKPQy-727/nil (^easier* No. DSM 7280), Mens?*™ canity Stotm 

No. VKPW-7M/1M fr—NHKM 7*73) -I Mer*^J0l*"- 
Stram No. VKPGP-729/S9 (aeeeaicn No. DSM 7274) and grown np^ - «■*• 
«tt«t*g^c28-Cfi>r2Sday S . E«h c,hnto was grown In ttwmmV** 
top! ma33 was then lifted off, homo^d, placed in 1000 ml of solvtion and 
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£Ld *d»ly»d m *el* protein, 5* glucose end **ract. The 

After 4 days. 1000 ml of each coltuw in ***** ^ inactivate 
Tofcaddvetet^ 

bm*** ^ to "* 01 room tempflralUre 

The renins vacc^ 
parties border** wi^ 

the vaccine {rabbits were infected on j«kin by distributing with fi.S ml of the spoie 
8 uspen,io« caning 1 «' 

day of the study, the animal* ob-ved -d clinical stroma a-luared on 
the basis ef foe following scoring system: 

5 : b^SSSTor the akin in the area of fcngal Action 

2 = jingle spots of scaling 

3 = scXg of the akin in the em of fungal infection 

4 = thin snail crusts in the area of fungal ( inaction 

5 * scaMtke crusts in the area of fiwgaf infection 

^cfficaByreauttsnr-ainedoresbown in Table 1. Example 7, cached hereto. The 
^Its delete that all vaccin-ted .nimais were flree fro... dinical symptom of 
dmnmtrrniyeosis in day 2 Ml after challenge. 
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the art of the subject maw* of the invontion. 
validity of * K plication or any p»umt iaufae thereon. 



-** ul tT Signature: 




Date: ~±lZZ: ^ *" IgorPolyaltov 



i 



PAGE 30/33 ' RCVD AT 4/5/2005 3:33:28 PM [Eastern Daylight Time] * SVR:USPT0-EFXRF-1/3 * DN1S:8729306 * CSID: * DURATION (mm-ss):08-01^ 



APR 05 2005 15:47 FR 
tt.ricR.2E£3 



TO 917038729306 



Table 1 



Vaocine* 



I Number 01 
I animals in- 
ehallen&e 
test „ 



*io,VS?G?-551/68 (vwaaion 

NO.D3M 727B), 
ndrnJC9iui«*traliiNo.VWOf 

9^1/410 fcweuioo No. MM 
7277} and ttfcMtyto^ • 
w*nta$vpltytu Stmiatfo. 
VXPG?-«0/l052 {accession 



E xample 2 
Trichophyton jarftvcvii Srnln 
No. VKPGF-551/6* (action 
No. DSMlCTft ^*8£" 

No. DSM 7279) an* 
TilchcphylW aqi4mM Sto*in 

T»t» nnKrf737fl 



Exflmplr.1 

No. VXPGF-Wl/flS (iwcwaion 
NO, D5M 727ft 7Wc/itfJg£* 
«oti*m»m Sif ain No. VttGF- 
93^10 .(accw^Jon flo. DHM 
7277X Mw/ft*« 
lfpWj* J Strain No. 

Ho, DSM 7*7?) «a 

725/120 (acocmioaNo. D8M 
72731 



P imple 4 ' 

No. («ow»^ 
No. DSM 7278), TXchqfiyton 
y$rptCQlWfl SlTHin Nq. VKPQF- 
911/410 C««*ttie* NO* DSM 
7^77), Trtehtyhynn 
mntflsmptyio Stf ftin NO, 

No, DSM 7279) and 
tffcrcipfl'ww flonifi Strain No. 

(acccaaion 

yf 0 .DSM72SO 



The culture for 
challenge 
tvirolero strain) 



Trichophyton 



Trichophyton 



Trichophyton 
sarkfsoviit T. 
verrucosus 



Tiichophyion 

mentttgropftyteSi 

Trichophyton 

equinum 



Trichopfyton 



Trichophyton 
menwyrvphyU 
MicTQspcrum 
cants var. 



Trichvpltytan 



Efficacy of vaccirt&ti&n 



AIL vaccinated animals were &ee 
ftom clinical symptoms of 
dermtfophytosia in day 21-28 



All vaccinated animals were See 
&om clinical symptcnu of 
icrmtttophytofiis in day 2S 28 
after challenge. _ 

All vaccinated animals were free 
from clinical symptom* of 
dermatophyte*]* in day 21-28 . 
After challenge 



All vaccinated animals were ftec 
from cKnical symptoms of 
deraatopbytosis in day 21-28 
after challenge 



All vaccinated animals ware free 
from Clinical aymptomi of 
dcrmatophytOBU in day2U2B 
after challenge — 
All vaccinated animate were free 
ftqm cllnkal symptomfi of 
d*rm«tnphytAsla in day 21-28 
after challenge 



Trichophyton 
Microsporm • 



All vaccinated animals weta 
from clinical symptoms of 
dermatophyte^ to day 21-28 

after challen ge . 

All vaccinated animals were free 
frurrl clinical symptom* uf ' 
dermatophytosis in day 21-28 
after challenge 



W 
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grampia^ . 5 
TtotoitoftwntfteoW* Straw 


3 
S 

V 


Yichaphyicn * 
arBsovii T. * 

5 


W\ vflDcinaiea ammiua ™«* •* — 

rom clinical symptom* of 

.^rrriAlleilpe r — , 


wtawa** Strain Nu. VKPQF- 4 
931/410 (accession Nfti ^ 
72771 WoAvtow 

Nti,I>iM7279)md 
fiwinNo.VKP<ff-W7A3n 


> 

1 


Micre&porwrt \ 
canto var. 


Ml vaccinated animals were tree 
from clinical symptoms of 
ieraatophytosis in day 21-28 
iftcr challenge 

All vaccinated ttim&Is were free 


931/410 (ufittSita No- w* 64 

urtwrflgrtp^iw Swift Ufc 
VKPGf-WWlOSa (KXassiim 

g^ym Strain Kc.VKPGP- 
72W59 (iccwwnfl NOi DBM 


5 


Trichophyton 


from clinical symptoms of 
dormatvpbytnsis in day 21-2* 


5 


Trichophyton 
mcfitaffOphyiM, 


All vaccinated animals Were ffe* 
from oimical symptoms of 
dermatophyte*!* in rUy 21*2* 
challenae ■ r — 


5 


gypsxurn 


All vaccinated animals wei« free 
from olmical symptom* of 
detmatophytosis in day 21-28 j 
after challenge 


■jsa ^— 

Example 7 

TrichtyptytonswKwit 
Strain No. 

(accession No, DSM 


5 


Trichophyton 


All vaccinated animals were free 
frpm clinical symptoms of 
darmiitophytoais in day 21*2* 
after challenge 


Wiy, — 

Example 7 

93L/4ia{aceeaslanNo. 
tvsmt^tl _ 


5 


Trichophyton 
verrucosus 


All vaccinated animals wore free 
from clinical symptom* of 
dcrnisuphytofli* Id day 21-28 
after challenge 


Example 7 

msntagr&ptytes Strain No. 
VKPOF-930/1032 


5 


Trichopiyton 
mentagrophytts 


" All vaccinated animals were u« 
from clinical symptoms of 
dermawphyuisi5 in day 21 -28 
after challenge 


1 |^.«Nel DSM 727 W_ 
Example 7 

1Hchopfyton*ty tirium 
Strain No. VKPCT- 
929/3S1 (aecwsiwiNo. 
HSM 72761 


5 


Trictophyioi 
equtow 


All vaccinated animals were nee 
' fain clinical symptom* of 
dermatophytosis in day 21-28 
. after challenge 


F.x^mpk 7 
. Micmxpontm earn Strain 
No.VKPGF-928/1393 


5 




AN vaccinated animals Were free 
ffom cllnkal symptoms Of 
dermatophytes]* In day 21-28 
after chailenap 


^ecsMonNo.DSI^xii 
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Mcrosporvm aims var, 
oi«M»t Strain No. 



dtstorhan Strain No. 
VKPGF-728/120 
^ c « BF '»,i>J ft .paM 72751 



Example 7 

Miurosporwn gyp* 6um 
Strain No, VKPO^-725/59 

flff ^™Nn.D3M 72741 



Microti*™*" 
dixtoriw 



All v&AClnated animals wert fte* 
B-omclirucalsymptnmsof 

after challenge 



AUvacchatcd antro&lfl were fr« 
from clinical symptoms of 
dcrmdopbyuj^s m day 2M» 
after challenge 



All vaccinated animals were itcb 
ftam cliniw! symptoms^ 
deimiitophytosis in day 21-28 
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